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PREPARATION OF BILE ACIDS AND
INTERMEDIATES THEREOF

CROSS REFERENCE TO RELATED
APPLICATION

This application is a continuation of U.S. patent applica-
tion Ser. No. 13/010,727, filed Jan. 20, 2011, issued as U.S.
Pat. No. 8,362,285 on Jan. 29, 2013; which is a divisional of
U.S. patent application Ser. No. 12/613,969, filed Nov. 6,
2009, issued as U.S. Pat. No. 7,994,351 on Aug. 9, 2011;
which is a continuation of U.S. patent application Ser. No.
12/153,446, filed May 16, 2008, issued as U.S. Pat. No.
7,902,387 on Mar. 8, 2011; which claims the benefit under 35
U.S.C. 119(a) of United Kingdom Application Serial No.
0807615.0, filed Apr. 25, 2008; each of which are hereby
incorporated by reference into this application in their
entirety.

BACKGROUND OF THE INVENTION

1. Field of the Invention

The present invention relates to the synthesis of deoxycho-
loic acid and pharmaceutically acceptable salts and interme-
diates thereof.

2. State of the Art

Rapid removal of body fat is an age-old ideal, and many
substances have been claimed to accomplish such results,
although few have shown results. “Mesotherapy”, or the use
of injectables for the removal of fat, is not widely accepted
among medical practitioners due to safety and efficacy con-
cerns, although homeopathic and cosmetic claims have been
made since the 1950’s. Mesotherapy was originally con-
ceived in Europe as a method of utilizing cutaneous injections
containing a mixture of compounds for the treatment of local
medical and cosmetic conditions. Although mesotherapy was
traditionally employed for pain relief, its cosmetic applica-
tions, particularly fat and cellulite removal, have recently
received attention in the United States. One such reported
treatment for localized fat reduction, which was popularized
in Brazil and uses injections of phosphatidylcholine, has been
erroneously considered synonymous with mesotherapy.
Despite its attraction as a purported “fat-dissolving” injec-
tion, the safety and efficacy of these cosmetic treatments
remain ambiguous to most patients and physicians. See,
Rotunda, A. M. and M. Kolodney, Dermatologic Surgery 32:
465-480 (2006) (“Mesotherapy and Phosphatidylcholine
Injections: Historical Clarification and Review”).

Recently published literature reports that the bile acid
deoxycholic acid has fat removing properties when injected
into fatty deposits in vivo. See, WO 2005/117900 and WO
2005/112942, as well as US2005/0261258; US2005/
0267080; US2006/127468; and US20060154906, all incor-
porated herein by reference in their entirety including
figures). Deoxycholate injected into fat tissue has the effects
of: 1) degrading fat cells via a cytolytic mechanism; and 2)
causing skin tightening. Both of these effects are required to
mediate the desired aesthetic corrections (i.e., body contour-
ing). Because deoxycholate injected into fat is rapidly inac-
tivated by exposure to protein and then rapidly returns to the
intestinal contents, its effects are spatially contained. As a
result of this attenuation effect that confers clinical safety, fat
removal therapies typically require 4-6 sessions. This local-
ized fat removal without the need for surgery is beneficial not
only for therapeutic treatment relating to pathological local-
ized fat deposits (e.g., dyslipidemias incident to medical
intervention in the treatment of HIV), but also for cosmetic fat
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2

removal without the attendant risk inherent in surgery (e.g.,
liposuction). See, Rotunda et al., Dermatol. Surgery 30:
1001-1008 (2004) (“Detergent effects of sodium deoxycho-
late are a major feature of an injectable phosphatidylcholine
formulation used for localized fat dissolution”) and Rotunda
et al.,, J. Am. Acad. Dermatol. (2005: 973-978) (“Lipomas
treated with subcutaneous deoxycholate injections”™), both
incorporated herein by reference.

Pharmaceutical grade bile acid preparations are commer-
cially available at relatively low cost. This low cost is due to
the fact that the bile acids are obtained from animal carcasses,
particularly large animals such as cows and sheep. Impor-
tantly, as with all medicaments from animal sources, there is
concern that the animal-derived bile acid products may con-
tain animal pathogens and other harmful agents such as ani-
mal or microbial metabolites and toxins, including bacterial
toxins such as pyrogens.

Currently, the concerns regarding animal-derived products
containing animal pathogens and other harmful agents has
been addressed by sourcing from isolated and inspected ani-
mals. For example, deoxycholic acid from animals in New
Zealand are a source of bile acids for human use under US
regulatory regimes, as long as the animals continue to remain
isolated and otherwise free of observable pathogens.

There remains a need for suitable quantities of efficacious
bile acids such as deoxycholic acids that are known from the
outset to be free from moieties of animal origin (or pathogenic
moieties capable of acting in an animal, particularly a mam-
mal, and for human use, having a deleterious effect on a
human), and other harmful agents such as animal or microbial
metabolites, toxins, including bacterial toxins, such as pyro-
gens, for use as medicaments in humans.

SUMMARY OF THE INVENTION

The present invention provides methods and intermediates
relating to the synthesis of deoxycholic acid and pharmaceu-
tically acceptable salts thereof. The synthetically prepared
deoxycholic acid can be used in adipolytic therapy for fat
removal.

BRIEF DESCRIPTION OF THE FIGURE

FIG. 1 shows the similarity in dose-dependent decrease in
cell survival of primary human adipocytes upon treatment
with synthetic sodium deoxycholic acid of the present inven-
tion in comparison to bovine-derived sodium deoxycholate

(Sigma).
DETAILED DESCRIPTION OF THE INVENTION

Throughout this disclosure, various publications, patents
and published patent specifications are referenced by an iden-
tifying citation. The disclosures of these publications, patents
and published patent specifications are hereby incorporated
by reference into the present disclosure to more fully describe
the state of the art to which this invention pertains.

As used herein, certain terms may have the following
defined meanings. As used in the specification and claims, the
singular form “a,” “an” and “the” include singular and plural
references unless the context clearly dictates otherwise.

Unless otherwise indicated, all numbers expressing quan-
tities of ingredients, reaction conditions, and so forth used in
the specification and claims are to be understood as being
modified in all instances by the term “about.” Accordingly,
unless indicated to the contrary, the numerical parameters set
forth in the following specification and attached claims are
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approximations. Each numerical parameter should at least be
construed in light of the number of reported significant digits
and by applying ordinary rounding techniques.

As used herein, the term “comprising” is intended to mean
that the compounds and methods include the recited ele-
ments, but not excluding others. “Consisting essentially of”
when used to define compositions and methods, shall mean
excluding other elements of any essential significance to the
compounds or method. “Consisting of”” shall mean excluding
more than trace elements of other ingredients for claimed
compounds and substantial method steps. Embodiments
defined by each of these transition terms are within the scope
of'this invention. Accordingly, it is intended that the methods
and compounds can include additional steps and components
(comprising) or alternatively include additional steps and
compounds of no significance (consisting essentially of) or
alternatively, intending only the stated methods steps or com-
pounds (consisting of).

The term “alkyl” refers to monovalent saturated aliphatic
hydrocarbyl groups having from 1 to 10 carbon atoms and
preferably 1 to 6 carbon atoms. This term includes, by way of
example, linear and branched hydrocarbyl groups such as
methyl (CH;—), ethyl (CH;CH,—), n-propyl
(CH,CH,CH,—), isopropyl ((CH,),CH—), n-butyl
(CH;CH,CH,CH,—), isobutyl ((CH;),CHCH,—), sec-bu-
tyl ((CH,)(CH,CH,)CH—), t-butyl ((CH;),C—), n-pentyl
(CH;CH,CH,CH,CH,—), and neopentyl ((CH;);CCH,—).

The term “oxidizing agent™ refers to a reagent which can
accept electrons in an oxidation-reduction reaction. In this
way, oxygen can be added to a molecule or hydrogen can be
removed from a molecule.

The term “reducing agent™ refers to a reagent which can
donate electrons in an oxidation-reduction reaction, allowing
hydrogen to be added to a molecule.

The term “acetylating reagent” refers to a reagent in which
can add an acetyl (Ac) group CH;C(O)— to an alcohol moi-
ety of a molecule.

The term “acid” refers to regents capable of donating H*.

The term “Lewis acid” refers to an electron pair acceptor.
Lewis acids include oraganometallic reagents such as alkyl
aluminum halides (e.g. Et,AlC] and MeAIClL,).

The term “hydrogenation conditions” refers to suitable
conditions and catalysts for introducing H, across one or
more double bonds. Hydrogenation catalysts include those
based on platinum group metals (platinum, palladium,
rhodium, and ruthenium) such as Pd/C and PtO,.

The term “olefination reagent” refers to regents that react
with ketones to form the corresponding olefins. The term
“olefin forming conditions” refers to suitable conditions for
carryout such transformations. Examples of such reagents
include Wittig regeants and Wittig olefination conditions.

The numbering of the steroidal scaffold as used herein
follows the general convention:
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Accordingly, provided is a method for preparing deoxy-
cholic acid (DCA) or a pharmaceutically acceptable salt
thereof:

HO\\“‘“

(DCA)

said method comprising
(a) reacting 9a-hydroxyandrost-4-en-3,17-dione 1.0 with
H, under hydrogenation conditions to form compound 1.1

H

(c) reacting compound 1.2 a reducing agent to form com-
pound 1.3 a mixture of 1.3 and 1.4
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-continued (g) reacting a compound of formula 1.7 with H, under
hydrogenation conditions to form a compound of formula 1.8

L4 wherein P is a protecting group and R is alkyl

CO,R;

o

HO

(d) reacting compound 1.3 with a two carbon olefination
reagent under olefin forming conditions to form compound s
L5 H

(h) reacting compound of formula 1.8 with an oxidizing
agent to form a compound of formula 1.9 wherein P is a

1.5 . .
protecting group and R is alkyl
20
1.9
COsR;
25
30
(e) converting compound 1.5 to a compound of formula 1.6
wherein P is a protecting group H

(1) reacting a compound of formula 1.9 with H, under
1.6 35 hydrogenation conditions to form compound of formula 2.0
wherein P is a protecting group and R is alkyl

2.0

40
CO,R;

45

(f) reacting a compound of formula 1.6 with an alkylpro-
piolate CH,CH,C(O)OR or an alkyl acrylate CH,—CHC(O)
OR wherein R is alkyl in the presence of a Lewis acid to form
acompound of formula 1.7 wherein P is a protecting group, R > (j) reacting compound of formula 2.0 with a reducing agent
is a alkyl, and the dashed line = is a single or double bond; to form a compound of formula 2.1 wherein P is a protecting

group and R is alkyl

2.1

CO,R;
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and -continued
(k) exposing compound of formula 2.1 to deprotection and
hydrolysis conditions to form deoxycholic acid.

The present invention also provides the following interme- 5
diates shown in Scheme 1 below wherein Ac and R are as
defined above.

Scheme 1. Synthesis of Deoxycholic Acid (DCA) 10

15
20
25
30
PO‘“\“.
35 il
1.7
1.7a P = Ac, R = Me, tris-alkene (C22)
1.7b P = Ac, R = Me bis-alkene
40
1.2
45
—_—
* 50
- 1.8
HO 1.8aP = Ac, R =Me
1.3
55 “,
(¢] ",
COR
—_—
60
PO\\\“M
H
65 1.9

14 1.9aP=Ac, R=Me



US 9,150,607 B2

9

-continued
2,

2,
2,
“,

e}

—
PO‘\““‘
H
2.0
2.0aP=Ac,R=Me
2,
oH ™
B CO,R
—_—
PO‘\““‘

2.1
2.1aP=Ac,R=Me

DCA

In one embodiment, the hydrogenation conditions of part
(a) comprises a Pd/C catalyst.

In one embodiment, the acid of part (b) is a mineral acid. In
some aspects, the mineral acid is H,SO,.

In one embodiment, the reducing agent of part (c) is LiAl
(OtBu);H.

In one embodiment, the two carbon olefination reagent of
part (d) is a Wittig agent such as Ph,PCH,CH,*Br".

In one embodiment, the protecting group P of compound
1.6-2.1 is —C(O)CHj;. In some aspects compound 1.5 is
exposed to acylation conditions to form 1.6a, such as by
treatment of 1.5 with acetic anhydride and an organic base
such as Et;N, pyridine, and/or dimethylaminopyridine.

In one embodiment, the Lewis acid of part (f) is EtAICI,.

In one embodiment, the alkylpropiolate of part (f) is meth-
ylpropriolate.

In one embodiment, the alkyl acrylate of part (f) is methy-
lacrylate.

In one embodiment, the hydrogenation conditions of part
(g) comprises a PtO, or Pd/C catalyst.

In one embodiment, the oxidizing agent of part (h) is CrO;.

In one embodiment, the hydrogenation conditions of part
(1) comprises a Pd/C catalyst.

In one embodiment, the reducing agent of part (j) is LiAl
(OtBu),H.

In one embodiment, the deprotection and hydrolysis con-
ditions of part (k) when P is —C(O)CH; comprises reacting
compound 2.1a with an alkali earth hydroxide, alkali earth
alkoxide, or a mixture of both.
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In one embodiment, the alkali earth alkoxide is LiOH.

In one embodiment, salts of deocycholoic acid can be
prepared by reaction with an alkali earth metal alkoxide or
hydroxide. Salts of deocycholoic acid include the sodium
(Na*), potassium (K*), and lithium (Li*) salts.

Inone embodiment, provided is an intermediate compound
selected from the group consisting of
9a-Hydroxy-5p-androstan-3,17-dione (1.1);
5p-Androst-9(11)-en-3,17-dione (1.2);
(2)-30-Hydroxy-5p-pregna-9(11),17(20)-diene (1.5);
(Z)-30a-Acetoxy-53-pregna-9(11),17(20)-diene (1.6);
(E)-Methyl 3a-acetoxy-58-chol-9(11), 16,22-trien-24-oate

(1.7a);

Methyl 3a-acetoxy-5p-chol-9(11), 16-dien-24-oate (1.7b);
Methyl 3a-hydroxy-5p-chol-9(11)-en-12-one-24-oate

(1.9a); and
Methyl 3a-acetoxy-5p-cholan-12-one-24-oate (2.0a).

The compounds of preferred embodiments can be prepared
from readily available starting materials using the following
general methods and procedures. It will be appreciated that
where typical or preferred process conditions (i.e., reaction
temperatures, times, mole ratios of reactants, solvents, pres-
sures, etc.) are given, other process conditions can also be
used unless otherwise stated. Optimum reaction conditions
may vary with the particular reactants or solvent used, but
such conditions can be determined by one skilled in the art by
routine optimization procedures.

Additionally, as will be apparent to those skilled in the art,
conventional protecting groups may be necessary to prevent
certain functional groups from undergoing undesired reac-
tions. Suitable protecting groups for various functional
groups as well as suitable conditions for protecting and
deprotecting particular functional groups are well known in
the art. For example, numerous protecting groups are
described in T. W. Greene and G. M. Wuts, Protecting Groups
in Organic Synthesis, Third Edition, Wiley, New York, 1999,
and references cited therein.

The starting materials and reagents for the reactions
described herein are generally known compounds or can be
prepared by known procedures or obvious modifications
thereof. For example, many of the starting materials and
reagents are available from commercial suppliers such as
Aldrich Chemical Co. (Milwaukee, Wis., USA), Bachem
(Torrance, Calif., USA), Emka-Chem or Sigma (St. Louis,
Mo., USA). Others may be prepared by procedures, or obvi-
ous modifications thereof, described in standard reference
texts such as Fieser and Fieser’s Reagents for Organic Syn-
thesis, Volumes 1-15 (John Wiley and Sons, 1991), Rodd’s
Chemistry of Carbon Compounds, Volumes 1-5 and Supple-
mentals (Elsevier Science Publishers, 1989), Organic Reac-
tions, Volumes 1-40 (John Wiley and Sons, 1991), March’s
Advanced Organic Chemistry, (John Wiley and Sons, 4
Edition), and Larock’s Comprehensive Organic Transforma-
tions (VCH Publishers Inc., 1989).

The various starting materials, intermediates, and com-
pounds of the preferred embodiments may be isolated and
purified where appropriate using conventional techniques
such as precipitation, filtration, crystallization, evaporation,
distillation, and chromatography. Characterization of these
compounds may be performed using conventional methods
such as by melting point, mass spectrum, nuclear magnetic
resonance, and various other spectroscopic analyses.

The foregoing and other aspects of the embodiments dis-
closed herein may be better understood in connection with the
following examples.
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EXAMPLES

In the examples below and elsewhere in the specification,
the following abbreviations have the indicated meanings. If

an abbreviation is not defined, it has its generally accepted 5

meaning.
AcOH Acetic acid
Ac,0 Acetic anhydride
CrO; Chromium trioxide
DCA Deoxycholic acid
DCM (CH,CL,) Dichloromethane
DMF N,N-Dimethylformamide
EtOAc Ethyl acetate
EtAlCl, Ethyl aluminum dichloride
Hz Hertz
HPLC High pressure liquid chromatography
HCI Hydrochloric acid
LiOH Lithium hydroxide
Na,S0, Sodium sulfate
MHz Megahertz
min Minutes
MeOH Methanol
mmol millimole
mL milliliter
mol mole
Obs Observed
HCIO, Perchloric acid
PtO, Platinum oxide
Pd/C Palladium on carbon
H,S0, Sulphuric acid
DMAP 4-Dimethylaminopyridine
LiAl(O'Bu);H Lithium tri-tert-butoxyaluminum
hydride
KBr Potassium bromide
K—OBu Potassium tert-butoxide
Rep Reported
NaOH Sodium hydroxide
THF Tetrahydrofuran
TEA Triethylamine
TLC Thin layer chromatography
Wt Weight
CONC Concentrated
ACN Acetonitrile
TFA Trifluoroacetic acid
General:

All manipulations of oxygen- and moisture-sensitive mate-
rials were conducted with standard two-necked flame dried
flasks under an argon or nitrogen atmosphere. Column chro-
matography was performed using silica gel (60-120 mesh).
Analytical thin layer chromatography (TLC) was performed
on Merck Kiesinger 60 F,5, (0.25 mm) plates. Visualization
of spots was either by UV light (254 nm) or by charring with
a solution of sulfuric acid (5%) and p-anisaldehyde (3%) in
ethanol.

Apparatus:

Proton and carbon-13 nuclear magnetic resonance spectra
(*HNMR and '*C NMR) were recorded on a Varian Mercury-
Gemini 200 (*H NMR, 200 MHz; '*C NMR, 50 MHz) or a
Varian Mercury-Inova 500 (*H NMR, 500 MHz; *C NMR,
125 MHz) spectrometer with solvent resonances as the inter-
nal standards (‘H NMR, CHCI, at 7.26 ppm or DMSO at 2.5
ppm and DMSO-H,0 at 3.33 ppm; 1*C NMR, CDCl, at 77.0
ppm or DMSQO at 39.5 ppm). "H NMR data are reported as
follows: chemical shift (8, ppm), multiplicity (s=singlet,
d=doublet, t=triplet, g=quartet, br=broad, m=multiplet), cou-
pling constants (Hz), and integration. Infrared spectra (F1-
IR) were run on a JASCO-460' model. Mass spectra were
obtained with a Perkin Elmer API-2000 spectrometer using
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ES* mode. Melting points were determined using a LAB-
INDIA melting point measuring apparatus and are uncor-
rected. HPL.C chromatograms were recorded using a SHI-
MADZU-2010 model with a PDA detector. Specific optical
rotations were determined employing a JASCO-1020 at 589
nm and are uncorrected.

Chemicals:

Unless otherwise noted, commercially available reagents
were used without purification. Diethyl ether and THF were
distilled from sodium/benzophenone. Laboratory grade
anhydrous DMF, commercially available DCM, ethyl acetate
and hexane were used.

Example 1

9a-Hydroxy-5p-androstan-3,17-dione (1.1)

To a solution of 9a-hydroxyandrost-4-en-3,17-dione 1.0
(30.0 g, 99.3 mol) in DMF (150 mL) was added 10% of Pd/C
(2.1 g) and the resulting slurry was hydrogenated in a Parr
apparatus (60 psi) for 12 h. Upon complete disappearance of
starting material, as evidenced by TLC, the crude reaction
mixture was filtered through a small pad of Celite®, and the
solvent was removed under vacuum to provide a colorless
solid (30.0 g). This solid was combined with acetone (90 mL..)
at 0° C. and the resulting slurry was stirred for 1 h. It was then
filtered, washed with chilled (0° C.) acetone (30 mL) and
dried under vacuum in the same filtration funnel at room
temperature to afford compound 1.1 (26.0 g, 86%).

TLC: p-anisaldehyde charring, R, for 1.1=0.48 and R for
1.0=0.30.

TLC mobile phase: 30%-EtOAc in DCM.

{1 NMR (500 MHz, CDCl,): $=2.37-2.40 (m, 1H), 2.02-
2.11 (m, 2H), 1.31-1.91 (m, 19H), 0.96 (s, 3H), 0.84 (s, 3H).

13C NMR (125 MHz, CDCl,): $=221.0, 95.7, 80.1, 47.0,
43.6,38.6,38.5,37.1,35.9,33.41,32.9,32.0,27.9,26.9,21.5,
20.2, 20.0, 12.6.

Mass (m/z)=305.0[M*+1], 322.0 [M*+18].

IR (KBr)=3443, 2938, 1722, 1449, 1331, 1138 cm™.
m.p=213-216° C. (from DMF and acetone)

[a] ,=+116 (¢=1% in CHCI,).

ELSD Purity: more than 99%, ret. time=8.15, 9-HAD ret.
time=3.88, Sa-isomer of Cmpd 121 ret. time=4.91 (Water
symmetry 250x4.6 mm, 5 um, C18), Water: ACN (40:60).
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Example 2
5p-Androst-9(11)-en-3,17-dione (1.2)

1.2
(0]

H

To asolution of compound 1.1 (26.0 g, 85.4 mmol) in DCM
(520 mL) was added concentrated sulfuric acid (7.53 g, 76.8
mmol) over 15 minutes under an inert atmosphere at 10° C.
The temperature was raised to 25° C. and the resulting solu-
tion was stirred for 2 h. At this point no more starting material
remained as evidenced by TLC. The reaction was quenched
by the addition of 10% aqueous NaHCO, solution (200 mL).
The layers were separated and the aqueous layer was
extracted twice with DCM (2x100 mL). The organic layers
were combined and washed sequentially with water (100 mL.)
and saturated brine solution (100 mL). The organic phase was
then dried over Na,SO, (75 g) and filtered. The filtrate was
evaporated under vacuum to provide compound 1.2 (23.0 g,
94%) as an off-white solid. This product was used “as is” in
the next step without further purification.

TLC: p-anisaldehyde charring, R, for 1.2=0.76 and R -for
1.1=0.44.

TLC mobile phase: 30%-EtOAc in DCM.

'HNMR (500 MHz, CDCl,): 8=5.61 (s, 1H), 2.47-2.57 (m,
2H), 2.24-2.42 (m, 4H), 2.05-2.20 (m, 3H), 1.86-1.99 (m,
2H), 1.84-1.85 (d, J=6 Hz 1H), 1.57-1.63 (m, 5H), 1.37-1.40
(d,J=13.5Hz,1H) 1.25-1.28 (dd, J=4.0,13.5Hz, 1H), 1.17 (s,
3H) 0.85 (s, 3H).

13C NMR (125 MHz, CDCL,): $=221.3, 212.8, 140.1,
118.5,48.5,45.9,44.3,43.5,39.0,38.0,37.3,36.1,35.8,33.3,
28.8,26.0,25.5,22.5,13.9.

Mass (m/z)=287 [M*+1], 304 [M*+18].

IR (KBr)=3450,2913,1737,1707, 1413, 1403, 1207 cm .

m.p.=143.4-145.9° C. (from DCM)

[a]p,=+142 (c=1% in CHCL,).

ELSD Purity: 99.7%, Retention time=5.04, (Inertsil ODS
3V 250x4.6 mm, 5 um), ACN: 0.1%

TFA in water (90:10).

Example 3

3a-Hydroxy-5p-androst-9(11)-en-17-one (1.3)

13
(0]

H

A THF solution of lithium tri-tert-butoxyaluminum
hydride (1.0 M, 84.4 mL,, 84.4 mmol) was added to a cold
(-40° C.) solution of compound 1.2 (23.0 g, 80.4 mmol) in
THF (230 mL) under an inert atmosphere. The resulting reac-
tion mixture was stirred for 2 h. Atthis point the reaction was
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determined to be complete, as evidenced by TLC, and the
reaction mixture was quenched by adding a mixture of 1N
HCI (200 mL) and ethyl acetate (230 mL). The resulting two
phase mixture was separated and the aqueous layer was
extracted twice with ethyl acetate (2x100 mL). The organic
phases were combined and washed sequentially with water
(150 mL) and saturated brine solution (100 mL). The organic
phase was then dried over Na,SO, (75 g) and filtered. The
filtrate was evaporated under vacuum to afford compound 1.3
(23.0 g) as an off-white solid. The above crude product was
used “as is” in the next step without purification.

TLC: p-anisaldehyde charring, R, for 1.3=0.44 and R for
1.2=0.74.

TLC mobile phase: 30%-EtOAc in DCM (30%).

'"H NMR (500 MHz, CDCl,): 8=5.41-5.42 (d, ]=6.0 Hz,
1H), 3.65-3.66 (m, 1H), 2.43-2.48 (m, 1H), 1.98-2.18 (m,
6H), 1.74 (s, 2H), 1.48-1.56 (m, 5H), 1.377-1.45 (m, 3H),
1.18-1.28 (m, 3H), 1.08 (s, 3H), 0.80 (s, 3H)

3CNMR (125 MHz, CDCl,): 8=222.0,140.9,118.3,71.9,
48.6,45.9,41.7,38.8,37.8,36.2,36.0,35.7,33.4,31.7,29.5,
26.5,26.0,22.7,13.9.

Mass (m/z)=289.0 [M*+1], 306.0 [M*+18].

IR (KBr)=3463, 2960, 2871,1729,1366, 1165, 1084, 1041
cm™.
m.p.=165-167.5° C. (EtOAc/hexanes mixture).

[a] ,=+161 (c=1% in CHC],).

ELSD Purity: ~93%, Retention time=5.23, (Inertsil ODS
3V 250x4.6 mm, 5 um), ACN: 0.1% TFA in water (90:10).

Example 4

(2)-30-Hydroxy-5p-pregna-9(11),17(20)-diene (1.5)

H

A solution of potassium tert-butoxide in THF (1M, 230
ml, 231 mmol) was added drop wise to a suspension of
ethyltriphenylphosphonium bromide (88.7 g, 239 mmol) in
THF (150 mL) over 1 h at 25° C. The resulting dark red
colored mixture was stirred for an additional 1 h at 25° C. A
solution of compound 1.3 (23.0 g, 79.7 mmol) in THF (230
ml.) was added slowly to the red-colored mixture at 25° C.
The resulting mixture was stirred for 3-4 h, at which point it
was determined to be complete by TLC. The reaction was
quenched by adding saturated aqueous NH,CI solution (75
mL). The phases were separated and the aqueous layer was
extracted three times with EtOAc (3x150 mL). The organic
fractions were combined, washed with saturated brine solu-
tion (100 mL), dried over Na,SO, (75 g), and filtered. The
filtrate was concentrated under vacuum and the crude solid
was purified by column chromatography [49 mm (W)x600
mm (L), 60-120 mesh silica, 300 g] eluting with ethyl acetate/
hexanes (1:9). The fractions containing product were com-
bined and concentrated, providing compound 1.5 (19.1 g,
80.0%) as a white solid.
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TLC: p-anisaldehyde charring, R for 1.5=0.72 and R for
1.3=0.46.

TLC mobile phase: 30%-EtOAc in DCM.

'"HNMR (500 MHz, CDCl,): =5.38 (s, 1H), 5.18-5.19 (d,
J=6.5Hz 1H), 3.62-3.66 (m, 1H), 2.35-2.38 (d, J=15 Hz, 3H),
2.23-2.25 (m, 1H), 1.97-2.07 (m, 3H), 1.64-1.75 (m, 6H),
1.32-1.55 (m, 6H), 1.17-1.24 (m, 4H), 1.06 (s, 3H), 0.79 (s,
3H).

I3CNMR (125 MHz, CDCl,): 8=150.1, 140.6, 119.6,
114.2,72.2,53.6,42.0,41.9,39.6,38.6,37.9,35.7,35.6,31.9,
31.8,29.5,26.9,26.8, 25.5,16.9, 13.3.

Mass (m/z)=301[M*+1], 318[M*+18].

IR (CHCIL;)=3304, 3033, 2925, 2863, 1449, 1368, 1040,
823 cm™'.

mp=146-147.3° C. (EtOAc/hexanes mixture).

[a],=+84.4 (c=1% in CHCL,).

ELSD Purity: 99.8%, Retention time=16.07, (Inertsil ODS
3V 250%4.6 mm, 5 um), ACN: 0.1% TFA in water (90:10).

Example 5

(2)-3a-Acetoxy-5p-pregna-9(11),17(20)-diene
(1.6a)

1.6a

AcO\\\“‘

H

Compound 1.5 (19.0 g, 63 mmol) was dissolved in CH,Cl,
(380 mL). Triethylamine (17.6 ml, 126.6 mmol), DMAP
(0.772 g, 6 mmol) and acetic anhydride (8.98 mL,, 94 mmol)
were added sequentially at 25° C. under a nitrogen atmo-
sphere. The resulting solution was stirred for 2 h at 25° C., at
which point the reaction was determined by TLC to be com-
plete. The reaction was quenched by the addition of ice-water
(100 mL) and the phases were separated. The aqueous layer
was extracted three times with DCM (3x150 mL). The
organic fractions were combined and washed with saturated
brine solution (100 mL), dried over anhydrous Na,SO,, (50 g),
and filtered. The filtrate was concentrated under vacuum to
afford compound 1.6a (22.0 g, 95% yield) as an off-white
solid.

TLC: p-anisaldehyde charring, R, for 1.6=0.5 and R, for
1.5=0.15.

TLC mobile phase: 10%-EtOAc in hexanes.

'"HNMR (500 MHz, CDCl,): =5.38 (s, 1H), 5.18-5.20 (d,
J=6.5 Hz, 1H), 4.72-4.76 (m, 1H), 2.35-2.40 (m, 3H), 2.22-
2.25 (m, 1H), 2.03-2.09 (m, 3H), 2.01 (s, 3H), 1.49-1.98 (m,
10H), 1.31-1.41 (m, 2H), 1.16-1.27 (m, 3H), 1.07 (s, 3H),
0.79 (s, 3H).

13C NMR (125 MHz, CDCl,): 8=170.5, 150.0, 140.4,
119.6, 114.3, 74.7, 53.5, 42.0, 41.7, 39.6, 38.6, 35.6, 35.3,
33.8,31.9,29.5,278,26.7,26.6,25.5,21.3,16.9, 13.2

Mass (m/z)=342.9 [M*+1], 360 [M*+18].

IR (CHCI,)=3440, 3035, 1730, 1451, 1367, 1258, 1028
cm™.
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mp=93.9-97.8° C. (EtOAc/hexanes mixture)

[a],=+109 (c=1% in CHCL,).

HPLC purity: 97.62%; Retention time=17.7, (Zorbax SB,
C18; 250x4.6 mm, 5 um), ACN: 0.1% TFA in water (90:10).

Example 6

(E)-Methyl 3a-acetoxy-5p-chol-9(11), 16,22-trien-
24-oate (1.7a)

1.7a

Ethyl aluminum dichloride (104.5mlL, 192 mmol, 1.8 M in
toluene) was added to a solution of methyl propiolate (13.58
ml, 153 mmol) in DCM (100 mL) at 0° C. under inert
atmosphere. The resulting solution was stirred for 15 min and
then compound 1.6a (22 g, 64.3 mmol) was added. After
stirring for an additional 20 min at 0° C., the temperature was
raised to 25° C. and held there for a further 18 h. At this point
the reaction was determined to be complete by TLC, and the
mixture was poured into cold (0° C.) water (200 mL). The
phases were separated and the aqueous layer was extracted
with DCM (150 mL). The organic layers were combined and
washed sequentially with water (200 mL.) and saturated brine
solution (100 mL). It was then dried over anhydrous Na,SO,,
(40 g) and filtered. The filtrate was concentrated under
vacuum and the resulting solid was purified by slurring in
methanol (280 mL) to provide compound 1.7a (17.5 g 68%)
as a white solid.

TLC: p-anisaldehyde charring, R -for 1.7a=0.32 and R -for
1.6a=0.5.

TLC mobile phase: 10%-EtOAc in hexanes.

FINMR (500 MHz, CDCl,): 8=6.92-6.926 (q, I=7.5, 15.5
Hz, 1H), 5.80-5.83 (d, J=16 Hz, 1H), 5.37-5.43 (m, 2H),
4.73-4.75 (m, 1H), 3.73 (s, 3H), 3.02-3.04 (1, 1=6.5 Hz, 1H),
2.15-2.23 (m, 3H), 2.05-2.08 (m, 3H), 2.01 (s, 3H), 1.48-1.99
(m, 8H), 1.24-1.34 (m, 2H), 1.20-1.21 (d, J=5 Hz, 3H), 1.11-
1.17 (m, 1H), 1.07 (s, 3H), 0.67 (s, 3H).

13C NMR (125 MHz, CDCl,): $=170.5, 167.2, 155.0,
153.7,141.6,124.0,118.8, 118.7, 74.6,53.9,51.3,45.7,41 7,
38.8,37.1,35.5,35.3,34.6,33.7,31.8,29.5,27.7, 26.5, 26.5,
21.3,19.7,15.7.

Mass (m/z)=444.0 [M*+18].

IR (KBr)=3443, 3030, 2930, 1719, 1650, 1247, 1359,
1032, 1170 em™.

m.p.=114-116° C. (from methanol)
[a],=+102 (c=1% in CHCL,).
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ELSD Purity: 99.7%, Retention time=19.57, (Inertsil ODS
3V 250%4.6 mm, 5 um), ACN: 0.1% TFA in water (90:10).
Example 7

Methyl 3a-acetoxy-5p-chol-9(11)-en-24-oate (1.8a)

1.8a

AcO\\\“‘

H

To a solution of compound 1.7a (17.5 g, 41 mmol) in
EtOAc (350 mL) was added PtO, (4.37 g), and the resulting
slurry was hydrogenated in a Parr apparatus (70 psi) for 14-16
h. At this point the reaction was determined to be complete by
TLC. The mixture was filtered through a small plug of
Celite® and the solvent was removed under vacuum, afford-
ing compound 1.8a (17.0 g, 96.0%) as a white solid. The
above product was used in the next step without further puri-
fication.

TLC: p-anisaldehyde charring, R -for 1.8a=0.32 and R .for
1.7a=0.30.

TLC mobile phase: 10%-EtOAc in hexanes.

'HNMR (500 MHz, CDCL,): §=5.31 (s, 1H), 4.73 (m, 1H),
3.66 (s, 3H), 2.03-2.37 (m, 7H), 2.01 (s, 3H), 1.09-1.98 (m,
18H), 1.06 (s, 3H), 0.91-0.92 (d, J=6.0 Hz, 3H), 0.59 (s, 3H).

13C NMR (125 MHz, CDCL,): 8=174.6, 170.5, 139.8,
119.5,74.8,56.0,53.3,51.4,41.9,41.7,40.9,38.5,36.4,35 4,
35.2,33.8,31.0,30.9,29.5,28.2,27.8,26.8,26.7,25.2,21 4,
17.9,11.5

Mass (m/z)=448.2 [M*+18].

IR (KBr)=3435,3039,2941, 1729, 1448, 1435,1252,1022
cm™.

m.p.=122.1-123.9° C. (from EtOAc).

[a] ,=+56 (¢=1% in CHCl,)

ELSD Purity: 97.7%: Retention time=14.57 (ZORBAX
SB C-18 150x4.6 mm, 5 um, ACN: 0.1% TFA in water
(90:10)

Example 8

Methyl 3a-acetoxy-5p-chol-9(11), 16-dien-24-oate
(1.7

2,

CO,Me

W

AcO
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Ethyl aluminum dichloride (14.2 mL, 25 mmol, 1.8M in
toluene) was added to a solution of methyl acrylate (1.89 mL,,
20 mmol) in DCM (60 mL.) at 0° C. under inert atmosphere.
The resulting solution was stirred for 15 min and then com-
pound 1.6a (3 g, 8.7 mmol) was added. After stirring for an
additional 20 min at 0° C., the temperature was raised to 25°
C. and held there for a further 18 h. At this point the reaction
was determined to be complete by TLC, then the mixture was
poured into cold (0° C.) water (60 mL). The phases were
separated and the aqueous layer was extracted with DCM (60
mL). The organic layers were combined and washed sequen-
tially with water (50 mL) and saturated brine solution (100
mL). It was then dried over anhydrous Na,SO, (5 g) and
filtered. The filtrate was concentrated under vacuum, provid-
ing compound 1.7b (2.6 g, 70%).

TLC mobile phase: 10%-EtOAc in hexanes.

'H1 NMR (500 MHz, CDCl,): 8=5.34-5.43 (m, 2H), 4.73-
4.75 (m, 1H), 3.73 (s, 3H), 2.15-2.34 (m, 6H), 2.05-2.08 (m,
3H), 2.01 (s, 3H), 1.48-1.99 (m, 9H), 1.24-1.34 (m, 3H),
1.20-1.21 (d, J=5 Hz, 3H), 1.11-1.17 (m, 1H), 1.07 (s, 3H),
0.67 (s, 3H).

ELSD Purity: 93.9%, ret. time=4.55, (Water symmetry
shield 250x4.6 mm 5p), ACN:100%

Example 9

Methyl 3a-acetoxy-5p-chol-9(11)-en-24-oate (1.8a)

1.8a

o
AcO®

To a solution of compound 1.7a (3 g, 7mmol) in EtOAc (60
ml) was added 10% Pd/C (300 mg, 10% wt/wt), and the
resulting slurry was hydrogenated in a Parr apparatus (70 psi)
for 14-16 h. At this point the reaction was determined to be
complete by TLC (10% ethyl acetate in hexanes). The mix-
ture was filtered through a small plug of Celite® and the
solvent was removed under vacuum, affording compound
1.8a (2.6 g, 86%) as a white solid.

'HNMR (500 MHz, CDCl,): §=5.31 (s, 1H), 4.73 (m, 1H),
3.66 (s, 3H), 2.37-2.03 (m, 7H), 2.01 (s, 3H), 1.98-1.09 (m,
18H), 1.06 (s, 3H), 0.92-0.91 (d, J=6.0 Hz, 3H), 0.59 (s, 3H).

ELSD Purity: 95.9%, ret. time=4.75, (Water symmetry
shield 250x4.6 mm 5u, ACN:Water (60:40)
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Example 10

Methyl 3a-hydroxy-5p-chol-9(11)-en-12-one-24-
oate (1.9a)

1.9a

CrO; (17.0 g, 170 mmol) was added to a solution of com-
pound 1.8a (17 g, 39.5 mmol) in AcOH (270 mL). The result-
ing mixture was heated at 50° C. for 24-36 h. Upon complete
disappearance of the starting material by TLC, the solvent
was evaporated under vacuum and the crude material was
dissolved in ethyl acetate (400 mL.) and water (200 mL). The
two phases were separated and the organic layer was washed
twice with water (2x100 mL) and then once with saturated
brine solution (100 mL). The organic phase was dried over
anhydrous Na,SO, (40 g) and filtered. The filtrate was con-
centrated under vacuum and the resulting solid was purified
by column chromatography [49 mm (W)x600 mm (L),
60-120 mesh silica, 120 g], eluting with ethyl acetate/hexane
(1:5) [10 mL fractions, 3 mI./min elution, monitored by TL.C
and detected with UV light (254 nm) lamp]. The product-
containing fractions were combined and concentrated under
vacuum to afford compound 1.9a (8.8 g, 50% yield) as a white
solid.

TLC: p-anisaldehyde charring, R -for 1.9a=0.28 and R -for
18a=0.52.

TLC mobile phase: 20%-EtOAc in hexanes.

"HNMR (500 MHz, CDCL,): =5.71 (s, 1H), 4.71-4.75 (m,
1H), 3.66 (s, 3H), 2.37-2.42 (m, 3H), 2.02-2.31 (m, 2H), 2.0
(s, 3H), 1.67-1.98 (m, 9H), 1.24-1.56 (m, 9H), 1.19 (s, 3H),
1.01-1.02 (d, J=6.5 Hz, 3H), 0.90 (s, 3H).

13C NMR (500 MHz, CDCL,): 6=204.9, 174.5, 170.4,
163.8, 123.6, 73.7, 53.4, 53.0, 51.3, 47.2, 41.7, 39.8, 377,
35.2,35.0,33.9,31.4,30.5,29.6, 27.6, 273, 26.4,26.1, 24.1,
21.2,19.4, 10.6.

Mass (m/z)=445.0 [M*+1], 462.0 [M*+18].

IR=3437, 3045, 2946, 2870, 1729, 1680, 1252, 1168,
1020, cm™".

m.p.=137-139° C. (from EtOAc/hexanes mixture).
[o] ;=493 (¢=1% in CHCL,).

ELSD Purity: 94.6%: Retention time=8.68 (Inertsil ODS
3V, 250x4.6 mm, 5 um, ACN: Water (60:40)
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Example 11

Methyl 3a-acetoxy-5p-cholan-12-one-24-oate (2.0a)

2.0a

10% Pd/C (900 mg) was added to a solution of compound
1.9a (2.0 g, 4.5 mmol) in EtOAc (150 mL) and the resulting
slurry was hydrogenated in a Parr apparatus (50 psi) at 50° C.
for 16 h. At this point the reaction was determined to be
complete by TLC. The mixture was filtered through a small
plug of Celite® and the solvent was removed under vacuum,
providing compound 2.0a (1.6 g, 80% yield) as a white solid.

TLC: p-anisaldehyde charring, R for 2.0=0.36 and R for
1.9=0.32.

TLC mobile phase: 20%-EtOAc in hexanes.

'"HNMR (500 MHz, CDCl,): 8=4.67-4.71 (m, 1H), 3.66 (s,
3H), 2.45-2.50 (t, J=15 Hz, 2H), 2.22-2.40 (m, 1H), 2.01 (s,
3H), 1.69-1.96 (m, 9H), 1.55 (s, 4H), 1.25-1.50 (m, 8H),
1.07-1.19 (m, 2H), 1.01 (s, 6H), 0.84-0.85 (d, J=7.0 Hz, 3H).

13CNMR (125 MHz, CDCl,): 8=214.4,174.5,170.4,73.6,
58.5,57.4,51.3,46.4,43.9,41.2,38.0,35.6,35.5,35.2,34.8,
32.0,31.2,30.4,27.4,26.8,26.2,25.9,24.2,22.6,21.2, 18.5,
11.6,

Mass (m/z)=447.0 [M*+1], 464.0 [M*+18].

IR (KBr)=3445,2953,2868,1731,1698,1257,1029cm™".

m.p.=142.2-144.4° C. (from EtOAc/hexanes mixture).

[a] ,=+92 (c=1% in CHCl,;).

ELSD Purity: 96.6%: Retention time=9.93 (Inertsil ODS
3V, 250%4.6 mm, 5 um, ACN: 0.1% TFA in water (90:10)

Example 12

Methyl 3a-acetoxy-12a-hydroxy-5p-cholan-24-oate
(2.1a)

2.1a

W

AcO

A THF solution of lithium tri-tert-butoxyaluminum
hydride (1 M, 22.4 mL, 22.4 mmol) was added drop wise to a
solution of compound 2.0a (2.5 g, 5.6 mmol) in THF (25 mL)



US 9,150,607 B2

21

at ambient temperature. After stirring for an additional 4-5 h,
the reaction was determined to be complete by TLC. The
reaction was quenched by adding aqueous HCI (1 M, 10 mL)
and the mixture was diluted with EtOAc (30 mL). The phases
were separated and the organic phase was washed sequen-
tially with water (15 mL) and saturated brine solution (10
ml). The organic phase was then dried over anhydrous
Na,SO, (3 g) and filtered. The filtrate was concentrated under
vacuum and the resulting solid was purified by column chro-
matography [29 mm (W)x500 mm (L), 60-120 mesh silica,
50 g], eluting with EtOAc/hexane (2:8) [5 mL fractions,
monitored by TLC with p-anisaldehyde charring]. The frac-
tions containing the product were combined and concentrated
under vacuum to provide compound 2.1a (2.3 g, 91%) as a
white solid.

TLC: p-anisaldehyde charring, R for 2.1a=0.45 and R -for
2.0a=0.55.

TLC mobile phase: 30%-EtOAc in hexanes.

'"HNMR (500 MHz, CDCl,): 8=4.68-4.73 (m, 1H), 3.98 (s,
1H), 3.66 (s, 3H), 2.34-2.40 (m, 1H), 2.21-2.26 (m, 1H), 2.01
(s,3H), 1.75-1.89 (m, 6H), 1.39-1.68 (m, 16H), 1.00-1.38 (m,
3H), 0.96-0.97 (d, J=5.5 Hz, 3H), 0.93 (s, 3H), 0.68 (s, 3H).

13C NMR (125 MHz, CDCl,): §=174.5,170.5,74.1,72.9,
51.3,48.1,47.2,46.4,41.7,35.8,34.9,34.7,34.0,33.5,32.0,
30.9,30.8,28.6,27.3,26.8,26.3,25.9,23.4,22.9,21.3,17.2,
12.6

Mass (m/z)=449.0 [M*+1], 466.0 [M*+18].

IR (KBr)=3621, 2938, 2866, 1742, 1730, 1262, 1162,
1041, cm™".

m.p=104.2-107.7° C. (from EtOAc).

[a] ,=+56 (¢=1% in CHCl,).

ELSD Purity: 97.0%: Retention time=12.75 (Inertsil ODS
3V, 250%4.6 mm, 5 um. ACN: Water (60:40)

Example 13

Deoxycholic Acid (DCA)

A solution of LiOH (187 mg, 4.4 mmol) in H,O (2.0 mL)
was added to a solution of compound 2.1a (500 mg, 1.11
mmol) in THF (8 mL) and MeOH (8 mL). The resulting
mixture was stirred for 3-4 h at 50° C. Upon complete disap-
pearance of'the starting material by TL.C, the reaction mixture
was concentrated under vacuum. A mixture of water (10 mL)
and 3 N HCI (1 mL) were combined and cooled to 0° C. and
then added to the crude product. After stirring for 1 hat 0° C.,
the precipitated solids were filtered and then washed with
water (10 mL) and hexane (20 mL). Drying under vacuum at
room temperature provided deoxycholic acid (DCA, 400 mg,
91% yield) as a white solid.

TLC: p-anisaldehyde charring, R for DCA=0.32 and R for
2.1a=0.82.

TLC mobile phase: 10%-Methanol in DCM.
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'H NMR (500 MHz, DMSO): 5=11.92 (s, 1H), 4.44 (s,
1H), 4.19 (s, 1H), 3.77 (s, 1H), 3.35-3.36 (m, 1H), 2.19-2.21
(m, 1H), 2.08-2.10 (m, 1H), 1.73-1.80 (m, 4H), 1.43-1.63 (m,
6H), 1.15-1.35 (m, 12H), 0.98-1.05 (m, 2H), 0.89-0.90 (d,
J=6.0 Hz, 3H), 0.83 (s, 3H), 0.58 (s, 3H).

13C NMR (125 MHz, DMSO): 8=174.8, 71.0, 69.9, 47.4,
46.1,46.0,41.6,36.3,35.6,35.1,34.9,33.8,32.9, 30.8,30.7,
30.2, 28.6,27.1, 27.0, 26.1, 23.5, 23.0, 16.9, 12.4.

Mass (m/z)=393 [M", +1].

IR=3363, 2933, 2863, 1694, 1453, 1372, 1042, cm™.

m.p.=171.4-173.6° C. (from ethanol); 174-176° C. (Alfa
Aesar) and 171-174° C. (Aldrich)

[a] p;=+47 (c=1% in EtOH), +54° (c=2% in ethanol) [Alfa
Aesar]

ELSD Purity: 99.7%: Retention time=5.25 (Inertsil ODS
3V, 250%4.6 mm, 5 um, ACN: 0.1% TFA in water (90:10).

Biological Example 1

Primary human adipocytes were incubated with varying
concentrations of synthetic sodium deoxycholate synthesized
using 9-HAD as starting material or bovine-derived sodium
deoxycholate obtained from Sigma as described below.
Materials
Adipocytes (Zen-Bio cat# SA-1096)

96 well plates (US Scientific cat# cellstar no. 655180)
Serum-free RPMI medium (Mediatech cat#17-105-CV)
Sodium deoxycholate (DC) (Sigma cat# D6750)
Synthetic Sodium glycodeoxycholate (Kythera)

PBS (1x)

MTS assay kit (Promega cat# G3580)

Adipocytes arrived differentiated and at a density of 13,000
cells per well in a 96 well plate. Two plates were received and
each treated with the same samples. Cells were incubated for
24 hours at 37° C. with 5% CO,. A 1% stock solution of each
bile acid (synthetic and non-synthetic DCA) were made by
dissolving 20 mg into 2 m[. media (serum-free). Using the 1%
stock solution, the following 11 solutions were prepared by
dilution: 0.005%, 0.01%, 0.015%, 0.02%, 0.025%, 0.03%,
0.035%, 0.04%, 0.05%, 0.06%, and 0.1%, as well as 0%
(media only).

Cells were washed 2x with 150 pL. of room temperature
1xPBS (phosphate buffered saline). Media and then PBS
were removed from the wells in a 96 well plate by turning the
plate upside down and decanting the liquid into a container.
After the last PBS wash, 80 ulL of sample was added per well.
Each concentration of a specific bile acid was added to 8 wells
and incubated for 1 hour at 37° C. with 5% CO,. Plates were
then removed from incubator and solution was decanted. A
100 uL solution of diluted (40 pL in 1 mL of RPMI) MTS
reagent (3-(4,5-dimethylthiazol-2-y1)-5-(3-carboxymethox-
yphenyl)-2-(4-sulfophenyl)-2H-tetrazolium, inner salt) was
added directly to each well. Plates were incubated at 37° C.
with 5% CO, until control (no bile acid) wells changed color
to orange-brown and then loaded onto a spectrophotometer
that analyzes 96 well plates. Samples were run at 490 nm
wavelength setting.

Cell viability was assessed using a colorimetric assay
(MTS) kit from Promega. The results show a dose-dependent
decrease in cell survival upon treatment with either syn-
NaDC or Sigma-NaDC (see FIG. 1). Both molecules demon-
strated similar cytolytic behavior in this experiment, indicat-
ing that synthetic-NaDC and bovine-derived Sigma-NaDC
are functionally identical in terms of their ability to kill fat
cells.

The embodiments and example described above are not
intended to limit the invention. It should be understood that



US 9,150,607 B2

23
numerous modifications and variations are possible in accor-
dance with the principles of the present invention.
What is claimed is:
1. A method of preparing a compound of formula 1.7:

1.7
_—
comprising
reacting a compound of formula 1.6:
1.6

H

with an alkylpropiolate HC=CC(O)OR or an alkyl acrylate
CH,—CHC(O)OR wherein R is alkyl in the presence of a
Lewis acid to form a compound of formula 1.7 wherein Pis a
protecting group, R is a alkyl, and the dashed line ---- is a
single or double bond, to provide the compound of formula
1.7.
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2. The method of claim 1 wherein the Lewis acid is EtCl,.
3. The method of claim 1 wherein the alkylpropiolate or
alkylacrylate is methylpropriolate or methylacrylate.
4. A method of preparing a compound of formula 2.1:

2.1

PO\\“\.A

2.0

with a reducing agent to form a compound of formula 2.1
wherein P is a protecting group and R is alkyl, to provide a
compound of formula 2.1.

5. The method of claim 4 wherein the reducing agent is
LiAl(OtBu);H.



